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General experiments
Materials and methods N, N-dimethylformamide (DMF) was distilled from calcium hydride (CaH 2 ) under anhydrous conditions. Other chemical regents and solvents were purchased from J&K Corporation and used without further perification. All reactions were carried out under a helium atmosphere with analytic grade solvents, unless noted. All reactions were monitored by thin-layer chromatography (TLC) using UV-light (254 nm) and Flu-light (365 nm). Silica gel (300 -400 mesh) was used for column chromatography.
Instrument
Fluorescence spectra were determined using a Varian Cary Eclipse fluorescence spectrometer. Absorption spectra were determined by a Varian Cary 100 UV-vis spectrophotometer. All pH measurements were made with a Sartorius basic pH-Meter PB-20. Filters used for GFP were exciter (470/40 nm/nm) and emitter (520/40 nm/nm). 
Design and synthesis of NP1

Synthesis of NP1
A solution of DCF1 (50 mg, 73 µmol), potassium carbonate (50 mg, 360 µmol) and Nω-Nitro-L-arginine methyl ester (42 mg, 180 µmol) was stired for 30 min in MeOH (10 mL) at room temperature. Subsequently, the reaction mixture was adjusted to pH 5-6 using glacial acetic acid (dropwise) and was refluxed for 4 h, then cooled to room temperature before addition of NaBH 4 (10 mg, 260µmol 0, 173.0, 172.0, 171.1, 165.7, 165.3, 159.8, 159.7, 154.8, 153.2, 151.0, 149.5, 136.8, 134.4, 133.4, 132.1, 131.1, 131.0, 130.5, 130.3, 129.5, 128.4, 127.1, 126.1, 125.8, 118.4, 116.0, 114.9, 113.9, 109.6, 107.9, 65.8, 59.8, 55.3, 53.1, 52.7, 52.4, 53.3, 52.0, 51.2, 50.6, 49.0, 47.0, 29.8, 28.0 
Bioassay Effects of pH values
Fluorescence pH titrations were performed in buffer solution at a probe concentration of 10 µM in 50 mM HEPES (containing < 1% DMSO) at 37 o C. As shown in Fig. S2 , the absorption and emission maxima of NP1were observed at 518 nm and 538 nm, respectively. NP1 is stable during pH from 6 to 8, while the emission of NP1 is minimum. 
